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PPENDIX D: DETAILED CALENDAR OF DATES RELATING TO PARTY RUBEN'S CONCEPTION 
AND DILIGENCE TOWARDS REDUCTION TO PRACTICE 


J 

onth 

Day 

Activity 

Ruben Exhibit(s) 

SEP 
1 993 

We 1 



Th 2 



Fr 3 



Sa 4 

*m «iss «*»v-s.i£' m:^mm^m<m:^s^m-^4 

< -: 

Su 5 



Mo 6 



Tu 7 

Bacterial colonies containing partial AIM-I clone inoculated into media. 

*2158H6 f 2087,p43 

We 8 



-— — - -// - - ~ 

SEP 
1993 

Ismail 



**SuWl9f; 



Mo 20 

Midi preps of partial AIM-I clone prepared; oligonucleotide primers prepared. 

2158 ^7, 2087 p72, 77, 78, - 
84, 143 

Tu 21 



// 

FEB 
1994 

Tu 1 



We 2 

Electronic project for HTPAN08 (AIM-I) created. 

2157 U6, 14, 2097, 2099 p1 

Th 3 



Fr 4 



Sa 5 



Su 6 



Mo 7 



Tu 8 

New project for AIM-I opened. 

2158 H9, 2157 U6, 2098 

We 9 

New AIM-I sequence information for HTPAN08 BLASTed against public 

Wbase . 

2158U9, 2096 p24, 2098 

Th 10 



Fr 11 



Sa #1-21 

mm" i m mi:^^ ®m. r 


mm 13 

mm,i i i : m^mmmm^ mm?m m *p* w*. ^f.?^: 


Mo 14 

Electronic project for HTPAN08 (AIM-I) revised. 

2157116,2099 

Tu 15 



- — // ~ -— 

MAR 
1994 

Tu 1 



We 2 



Th 3 

Putative full-lenigthJAIMsl clones isolated from library. 

/2158K10; 2088 p67 

Fr 4 



Sa 5 



Su 6 


41: 

Mo 7 



// 

MAY 
1994 

Tu 3 



We 4 



Th 5 

Partial AIM-I sequence (HTPAN08) aligned with rat FasL - 

^58:H1^>2096 p38 ^ # 

Fr 6 



Sa 17 

,:' • ' ... ; \. •••'-* . . .:,::> . ~M 3k;"* If . >. A- '.v- ' ... <fc; . , . 


Su 8 



- -// - ~ - 


CD 

m 

I 

DO 
I— 

m 
o 

o 

1 


Bacterial Expression and Analysis [ A ] 
Mammalian Expression and Analysis [iHl 
Insect Cell Expression [H] 
Sequencing and Sequence Analysis | | 


Rabbit Retiuculocyte Lysate Expression Ml 

Antibody Production [ | 

Immunofluorescence | | 

Northern Blot Analysis [B| 
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| Month 

Day 

Activity 

Ruben Exhibit(s) 

SEP 
1993 

We 1 



Th 2 



Fr 3 



Sa .4 






Mo 6 



Tu 7 

.Bactergll^lffiiPlcIntairiin^ 


We 8 

//„ 


SEP 
1993 




KMfe-'19:'; : 



Mo 20 

Midi preps of partial AIM-I clone prepared; oligonucleotide primers prepared. 

2158 U7.2087 p72, 77, 78, 

1SB143 . -< ; 

Tu 21 

// 


FEB 
1994 

Tu 1 



We 2 

Electronic project for HTPAN08 (AIM-I) created. 

21571(6,14,2097, 2099 p1 

Th 3 



Fr 4 



Sa 5 

mimmm% i»i mm^msmmm^m m it spiiii i»i 

, ;. ■ 

Su >-6:?<; 



IVIO / 



Tu 8 

New project for AIM-I opened. 

2158 H9, 2157 U6, 2098 

We 9 

; New AIM-I sequence information for HTPAN08 BLASTed against public 
database .:■ . : \ ; . . ' , '• . 

2158 1|9, 2096 p24, 2098 

Th 10 



Fr 11 



Sa 12 



Su 13 

* -h -. - ! - - • > • 


Mo 14 

Electronic oroiect for HTPAN08 fAIM-h revised 

£ U/ j|U, 

Tu 15 

// 


MAR 
1994 

Tu 1 



We 2 



Th 3 

Ifutative full-length AIMllIlMMolaWd^^^ **m mm 

: : 21 5.8 V 0, :2088;p67iilBS 

Fr 4 



Sa 5 

mmsmmmm-mi msm^mwm mmmmmtm mm. 


SSilK 6 - 



Mo 7 

. // 


MAY 
1994 

Tu 3 



We 4 



Th 5 

iiliHHillHi^^ 

2158«!20® r p38 

Fr 6 



Sa 7 



Su\i#8?g 

// 

j .. | 

t 


Bacterial Expression and Analysis [PJ Rabbit Retiuculocyte Lysate Expression [K] Chromosomal Mapping |§| 

Mammalian Expression and Analysis [Rj Antibody Production ||§ Patent-Related Activity H] 

Insect Cell Expression |H] Immunofluorescence □ Weekends, Holidays and Other Closings El 

Sequencing and Sequence Analysis [f-] Northern Blot Analysis HI 
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Month 

Day 

Activity 

Ruben Exhibit(s) ; 

JUN 
1994 

Qii 1Q 


' ■ : ■ •S, 

Ma OH 

ivio zu 

Piill.lonnth AIM-I conuonro ontororl intn IRI^ Hatahaco k 

91^ftfl19 91 no ■ : 

Tn 91 



we z/. 



Th 23 



Fr 24 



|Sltt 25 

r: " :.: ' 4llH.|: L : ''■PlfM^s.l °'^WP^ : k 4pMMP -C^*^ '■ / -~ : e \--: : ■ PfmP P ^PSif'P.- "^P: v r v : > ' "IP PP 


Su * |26||| 

^fe^- 1 ^ tit: ^. ■ MM \- n MMMMp mi:. MM p |§ 

■ 

I 

Mo 27 



Tu 28 



We 29 



Th 30 



JUL 
1994 

Fr 1 

Request for full sequencftfgioft partial AIM-I clone (HTPAN08) submitted. 

2059 1J5, 2140 1J6, 2072 p1 

Sa 2 



;Sulr. 3 

m ^ as " . ;i; w -Mm mm\ MM { mm- , mm -Mm MM ;,: . " mm* : w : iir 

: : f ■ M : - KWZS- II 

mm 4 

(Independence Day) M II ^. M'M ^ : ■ r S ,i 

llr : ^« i:^ 

Tu 5 



- // 

JUL 

1994 

Mo 25 



Tu 26 

AIM-I clone cultured for large-scale plasmid preparation. 

,21581120,2089 p136 

Wp 97 



Th 9ft 

1 1 1 U\J 



Fr 9Q 


— — — — — 

H oaj§: ou 

P^:\4iBmm -MPp,. .pppMmM MP..- . . ■ - : : : ::;t; ~ : ?->„-. . ■{ pm .^pm. ■ . MM 



.::: . . ::::::: 


AUG 
1994 

Mo 1 



Tu 2 



We 3 



Th 4 



Fr 5 



sa i 



su ■ 7 ; 

1; • ^ :> : ^ . . ;i"-m §,.., .;;/| ; "3 ■ 


Mo 8 

Corrected AIM-I sequence determined and printed out. 

: :,-M' MMM-^BWU ::: §11' - ^11, - 1/^ 1 .iW^^.^' f'-^f & ^M:^ ■N^l' ' .. 

21 58 TI1 6, 21571]12, 16, 
2096p73-78 

Tu 9 

BLAST analysis of HTPAN08XX amino acid sequence performed. 

> 

2158U14,2157H13, 2096 
p71-72 

We 10 

fAIM-IamiK®cicl sequencefaligneH^ithptpE fflfemt£^^f|nNHliganMfamilpl 

21581(13, 2157 1J14, 2096 
P79-80, 90-93 

Th 11 



Fr 12 



Sa .13 



Su 14 



Mo 15 



Tu 16 



We 17 

iAlig"nment and BLAST analysis from 8/8/94 and 8/9/94 discussed with Dr. 

2158 1J15, 2097 p1 

- « ---- ' 

Th 18 



Fr 19 



Sa t 20. 

.. ..• v .^1.4. . .5, 2b. i4k.. : 


SiT 21" 



Bacterial Expression and Analysis Rabbit Reticulocyte Lysate Expression [j§] Chromosomal Mapping |§i) 


Mammalian Expression and Analysis [H| Antibody Production [^] Patent-Related Activity W 


Insect Cell Expression |~] Immunofluorescence □ Weekends, Holidays and Other Closings | | 

Sequencing and Sequence Analysis Q5] Northern Blot Analysis [H] 
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Month 

Day 

Activity 

Ruben Exhibit(s) i 

AUG 
1994 

Mo 22 



Tu 23 



We 24 



tu or 

Th 25 



Fr 26 



Sa 27 

mwmmh m ' WW : - : t::- : m- ■ www^wmM % WW : WW : w ' ■ • ww WW. ' f w W ' w w- *m 


Su 28 

^ Wmrni t i- x-r mw ; -- w^W:-vw- w^^ ^:wJ:m:^./m^^: : ^m 

ww m:wmw: MW,mwmwm 

Mo 29 



Tu 30 



We 31 

Restriction digest of AIM-I plasmid with EcoRI and Xhol 

2158 P0, 2090 p44 

SEP 
1994 

Th 1 

Restriction digest from 8/31/94 run on gel; DNA cleaned and stored in buffer. 

2158 H20, 2090 p46 

Fr 2 

PCR amplification of •AIM-f'D^orinsecf cell'expression. * " * ! 

'21 58'H21 ;2090p57 r 

Sa 3 


U^Ww W^wM ^i%%%wiW&M 

Su 4 

fe-m-'-.r.-. fe 11 m'ttm m : .f<&? : « = i§i iif s. ■ 7 

m wwww mww^imMh 

Mo 5 

(Labor Day) rlWl. : 7 < 

iw,w§ - k^Mf^ri^ w 

Tu 6 

|R©R-amplified AIM-I DNA ligated into pA2,for;ins^afcIllfe^re^i:6h i ,i v • 

;21 58 ^22^2090,^58^.69 |1 

We 7 

Ligatidn reaction from9/6/94 transformed into bacteria! ' 

2158 1122, 2090 p70 

Th 8 

Cplonies from 9/7/94 transformation checked by PCR, positive colonies ' # 
grown o/n. . ^; aii;^^^ *> », '> , 

2^1 58^23? 2090 p70-?2\ * 

Fr 9 

DNA prepared from 9/8/94 cultures?ahalyzed by restriction digestrpositiveW 
clones submitted for sequence confirmation saved as frozen stocks, i # 

2158 1|24, 2090 p72, 81 

Sa 10 

. .: W;w -\ ] m 


Su 11 



Mo 12 

Positive AIM-I clones igrown overnight for insect cell expression vector 
construction. r ' * * 

2158125, 2090 p82 . 

Tu 13 

®N& prepared from 9/12/94 cultures; DNA samples run on gel. 

1" 2158 1|26, 2090 p82-83~l 

We 14 



Th 15 



Fr 16 



..Sa. 17 

- ::::::: . -Mwm .. J^'I* - . J ,. ^wbM^ JM: Mm.L 


WSiFW-t 

if w ^ ^ ■ • % " v ! ^ w: mmi <w m- iir : 


Mo 19 



Tu 20 



We 21 



Th 22 



Fr 23 



sa 

> _ — , : . - wm^w''\w^'^ + : ; 


Su; "125% 

• ' i \ . 


Mo 26 



Tu 27 



We 28 

AIM-I DNA amplified by PCR for bacterial expression; PCR product run on 
gel. ••• • : - : :; '.' : . : . . -.v ' ; :i " -. - : f' " ,; ' 

21 58 H49, 2090 p1 1 1-11 2 

Th 29 

PCR product of 9/28/94 cleaned and digested. 

. 2158 H50, 2090 p112 

Fr 30 

Digests frtm 9/29/94 run on gel, cleaned and ligated into pD10; ligation ' 
: transformed into cells. 

; 2 1 58 H51 , 2090 p1 1 3-1 1 4 

OCT 
1994 


-;• J . ' . . ■ - - . * a * > v ... ■ « 


Su 2 


.,, , :i , .., ..... , rf . 

Mo 3 

Colonies from 9/30/94 transformation screened by PCR; ligation transformed 
into cells. ' ". f" 1 """" ' s " ' "\. " ; /: i ' ' v ' ? • : 

2158TJ52, 2090 p1 15-1 16% 


Bacterial Expression and Analysis |^-' | Rabbit Retiuculocyte Lysate Expression jjj] Chromosomal Mapping | , - [ 

Mammalian Expression and Analysis |W| Antibody Production [~| Patent-Related Activity [j3 
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Day 

Activity 

Ruben Exhibit(s) ] 

OCT 
1994 

Tu 4 

Colonies from 10/3/94 transformation screened by PGR; vector digested; 
vector stock cultured for DNA isolation 

21 58 ^53, 2090 pi 16, 1 23- 

124 vr ; ': ->i^: ^ - .^ 

We 5 

Ligation reactions set up. 

21581154, 2090 pi 24 

Th 6 

Ligation from i 0/5/94 transformed into cells. 

12158^55, 2090 pi 24-1 25 : 

Fr 7 

Vector and insert fragments remade. 

21581f56, 2090 pi 25 

Sa 8 

mgMm 11 Bit ^Sf?Sl^#li^Jti: 11 ifl i^iil^ IBfiSlI 


Su 9 


" <*»y-::J&:* :^mmm 

Mo 10 

Vector digested overnight. 

2158H57, 2090 p1 25 

Tu 11 

Di9eS f 12 mllf 4 T . VeCt °H C ' eaned: A ' M "' di9eSted mn 
on gel; AIM-I DNA excised and cleaned. 

2158 1(58, 2090 p126, 146 

We 12 

AIM-I DNA ligated into bacterial expression vector. 

21 58 H59- 2090 pi 46-1 47 

Th 13 

Cells transformed with 10/12/94 ligation and grown overnight. 

21 58-1160 • 2090' p1 47 

Fr 14 

? Colonies from 10/13/94 transformation screened by PCR. 

2158 H61- 2090 p148 

Sa 15 

:mmm^mm-m^ e ww m w ' m&m ^ - 1 ■ • 


Su 16 

'M': : ■.::■: . ■> . . . .. . . ... :>: 


Mo 17 



Tu 18 



We 19 

AIM-I PCR amplified; RCR product run on gel and digested overnight. 

21581(62, 2090 p1 49-1 50 

Th 20 

Digest from 10/19/94 run on gel, excised and cleaned and ligated into 
a bacterial expression vector overnight. 

2158 1J63, 2090 p150, 2091 
p3 

Fr 21 

Cells transformed with 10/20/94 ligation. 

2158H64, 2091 p3 

Sa 22 

: t- . ' e ? ■ e# i mm m . « mi m-M 



v ^ ■ ■ , . - . m ">■■■■■■< : • ■ ; - ^. 


Mo 24 

Colonies from 1 0/21/94 transformation screened by PCR; 

2158165:2091 p4-5 

Tu 25 



we zo 

WiM-A PCR amhlifioH^PrR nmHnrt run An nol anH HinoefoH nuornirtht 

Miwi-i "yr\ ampiiiiep, r \*t\ prouuci run on gei ana uigesiea overnigni. . 

91 flfiC OHQI n*v.7 
Z I Op ||00, c\Xa \ po- / 

Th 97 

in n 

uigesis iroiTi iu/zd run on gei, Mim-i Tidgrnsni iigaisu inio puiu 

91^R <Tfi7 9HQ1 n7 Q 

z I oo ]|oy , £\)p i p/-y 

Pr 9ft 

rr zo 

uens iransTOynra;>wiin i,U'A/.f«4 ugaiion, pens grown over^weeKena. 

z i oo >]joo, zu j i py-iu 


- : . . . ... • • : ..if.,-; 

- ; ■ VP/,": »»|||i.-|t ^ fir'l« 


ou JU 


" : " • 'V ■• ■ ; .' ■•'•il 

IVIO o I 

vQionies rrom iu/zo/94 iransiormaxion screeneQ oy tuk, aiivi-i roi\ 
ampiiTieo. ,.m- :.: -•>;• •• ^ • . • : ,v . ^\ : m 

91 c;q iicQ ofiQi nin a q 
z i ot> ijoy, zuy i p iu, io 

NOV 
1994 

Tu 1 

^PCR^mpIified AIM-I DNA precipitated and 

2158 1f70, 2091 p1 4-- 

We 2 

Digestion from 11/1/94 run on gel, excised, cleaned and ligated overnight. 

2158U71, 2091 p14-16 

Th 3 

Cells transformed with 1 1/2/94 ligation, cells grown overnight. 

2158 1J72, 2091 p1 6-1 7Mr 

Fr 4 

Colonies from 11/3/94 transformation screened by PCR. 

21581J73, 2091 p17 

r% r- 

:Sa|f7!5jfe 


■ - ' , " . ^ 

Su 6 

yi ; m- mi-mm^. , tm "umMiMm wk M^^mj^Mi^^mmM m~m-:.-? i-v^v 


Mo 7 

PCR reaction from 11/4/94 run on gel; new primers ordered for AIM-I. 

2158 1R4, 2091 p18 

Tu 8 



We 9 



Th 10 



Fr 11 



Sa 12 

AIM-I DNA PCR amplified for bacterial expression; PCR product digested. 

2158175,2091 p1 8, 39 

Su : 131. 



Mo 14 

DigestS from 11/12/94 run on gel; Excised 

ligation transformed into cells and grown overnight' ?• 

2158U76,2091 p39-41 

Tu 15 

Corrected AIM-1 sequence (HTPAN08xy) entered into IRIS database. 

21 58 1J1 6, 2101 J 

Colonies f rpm 1 1/14/94 transformation screened by F?CR; ligation ^ 
transformed into cells and grown overnight. " V 

2158177, 2091 p41-42,47 , 
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Month 

Day 

Activity 

Ruben Exhibit(s) j 

NOV 
1994 

We 16 

Positive AIM-I expression clones prepared, DNA run on gel, digested and run 
on gel; DNA submitted for sequencing to confirm AIM-i/pD10 construct; , . :v 
ligation perfomed; ligation transformed into cells and grown overnight. 

2158 H78, 2091 p48, 53 

Th 17 



Fr 18 

AIM-I bacterial expression construct DNA prepared and quantitated. 

2158 H79, 2091 p54-55 r 

Sa 19 



Su 20 

.... ; - f ; if > - . . . ' • ; 


Mo 21 



Tu 22 



We 23 



In z4 

— ; — ; — — : - : ,-„■ 1 z " — — ~ 

(Thanksgiving) 

::: . '-i. -Mi- 

Fr 25 

(uay ATter i nanKsgiving; 

' ? 

ba lb 

it i i;, . mm.-- : ^ : ^ ^. - -f.3 r ':«: : ■ 

v ■ ■ -4. ^k ;.- 

On 07 
Oil Ml , 


e, :. o^i^i : ■,m:M::, 

MO Z.o 



Ti i OQ 

i u 



We 30 

AIM-I inserts gel^purifiedlnd ligated into pA2 for insect cell expression. 


DEC 
1994 

Th 1 


'2158 P0, 2091 p58 : 

Fr 2 

Ligation fromjl 1/30/94 transformed into cells.-; # ^ §i # 

-2158131, 2091fp67fc* W 

*Saf : 3 



liSljfc • 4 



Mo 5 



Tu 6 

Positive colonies from 12/1/94 and 12/2/94 transformations cultured. '\ 

12158 132, 2091 p67« ; 

We 7 

PCR analysis of cultured positive clones from 12/6/94; positive colonies 
grown o/rt - * r ' ' 

: 21 581133,2091^67,68,, 

• 

Th 8 

DNA from 1 2/7/94 cultures- purified* run', on gel and digested, * ; ~ ~ : sr - " n 

2158 134; 2091 p68«"89 

Fr 9 

AIM-I insect cell expression clones submitted for sequencing / * i 1 

1-2158135, 2091f p90/ «: 

Sa 10 

■ . .: : i , - ..... ... . . 

; 


Su,, 11 

' -, ■ ;■ '-S3-.- . . .... 


Mo 12 



Tu 13 



We 14 



Th 15 



Fr 16 



Sa 17 



Su 18 

:. , ; ,;||, |:. ' | ■ 0 | . /,.<^p ; | - A ^ | 


Mo 19 

pQE60 bacterial expression vector digested, run on gel and cleaned. 

2158 191,2091 p97 

Tu 20 

AIM-I DNA digested for bacterial expression vector construction. 

2158192,2091 p99-100 

We 21 



Th 22 

AIM-I insert DNA ligated into digested pQE60 vector; 

2158193, 2091 p1 00-1 01 : 

Fr 23 

PCR performed to produce AIM-I with Met45 as start codon. : 

2158 1J94, 2091 p103 • 

Sa 24 






i: Mo> -26 

HHGS Closed for Holidays) 


Tu 27 

,(HC^^!os€^MH<^idayjs) ^ , s ^ b ' % 


We 28 

(HGS Closed for Holidays) ^ " ^ f *" * 


Th 29 

(HGS Closed for Holidays) 


* Fr^ 30 

; (HGS Closed for Holidays) I ^ ^ t 


Sa, 31 




Su 1 
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JAN 
1995 


Day 

Activity 

Ruben Exhibit(s) 


Mo 2 



Tu 3 

Cells transformed with 1 2722/94 ligation; 12/23/94 PGR product digested. 

21581F96, 2091 p101-102, 
104 

We 4 

Cells transformed with 12/22/94 ligation (repeat); AIM-I bacterial plasmid 
prepared. 

21581197. 2091 p102, 111- 
112 

Th 5 

Ligation of inserts from 1/3/95 and 12/22/94 into pQE60. 

2158H98. 2091 p108, 112 

Fr 6 

DNA from 1/4/95 plasmid preparation quantified. 

21581199,2091 p112 v. 

; Sa 7 ' 



m i 

Su 8 

: ;. It m : < -ft ■ tm ;1 : " ■ : 1 ■ . - i-m ; * -S% 1! . > : m 11 ■ -1 f li Wi B $ 

m ««: s 


Mo 9 

Ligations from 1/5/95 transformed into bacterial cells, colonies picked for 
analysis. "• 

2158H100, 2091 p115 

Tu 10 

PCR analysis of colonies picked on 1/9/95. 

21581(101,2091 p1 16 

mm 

We 11 

• PCR amplification of'AIM*-l DNA usin^new primers for insect cell expression. 1 

2158 U36, 209T>90; 125 

New primers made for bacterial expression vector. 

21581)80, 2091 p90, 125 

Ligations from 12/22/94 and 1/5/95 analyzed by gel electrophoresis; positive 
colonies innoculated f6f;QNA:prjeparation. 

21 58 1J1 02, 2091 p1 1 6, 1 19- 
120 

Th 12 

PCR r analysis of AIM-Hnserts In pA2 expression vector; DNA 'digested. * * 

2158 1J37, 2091 p1 25 

WM 

AIM-l/pQE60 constructs prepared, analyzed by gel electrophoresis; 
constructs from 12/22/94 and 1/5195 ligations digested. 

21581J103, 2091 p1 20-1 21 

Fr 13 

AIM-I inserts gel purified and ligated into pA2. \ ' * ~, 

2158 P8. 2091, p1 26-1 27 

AIM-I insert prepared and ligated into bacterial expression vector over 
weekend. 

21 58 pi, 2091 p1 26-1 27 

Digested DNA from 1/12/95 analyzed on gel; positive clone submitted for 
sequencing; ligation reactions set up. 

2158H104, 2091 p122, 127 

• 

Sa 14 

-■.zmmam-i l ~s mmMmm^mmtm^^^.r ■ * i .,. 


Su 15 

I 

- - 

Mo 16 

Ligations from 1/13/95 transformed into cells, cells cultured overnight. 

W 21.58U33. 2091;r127,.; 


Cells transformed with ligation of 1/13/95; cells grown overnight. 

21581?82,2091 p127 

Tu 17 

Coloniestfrom 1/f6/95'transformationtultured. ^ W } : 

*2158U40,209jlfB28 


Colonies from 1/16/95 transformation cultured. 

2158H83,2091 p128 

We 18 

DNA prepared from 1/17/95 cultures to confirm insect cell expression 

cWtrucV * & * vt r ' ^ * *' M r * « K * 

.21581141,2091.0135-1 

' - - r ; 


AIM-I bacterial expression construct DNA prepared. 

2158 U84, 2091 p1 35-1 37 

DNA prepared from A!M-l/pQE60 constructs. 

21 58 K1 06, 2091 p1 35-37 

Rabbit reticulocyte lysatem 'vitro translation of AIM-I in pQE60,performed , 
^ulinfTNT system! * 'ft s » *> !» «*' i» * * f* -.c * 


Th 19 

Cells transformed with ligations, analyzed by PCR 

21 58 >fl1 07, 2091 pi 38-39 

Fr 20 

Print6U1|S|^^ 

2158 fl 6, 2096 p1 15-1 16 

RatiBit^ 

r2^|lM^20Si|M 


Sa 21 

?: :::y: ' :, :!;? V: vSs!|;^ • • ~- . ; " ' v v;;-- ' : '" '-'^ > : L '' v i:-' : :^: : >:;:K : :/ ■ . ' •' : v "' : o 
If' 1: . ^ " . ■ X. , . f... .V^,. ' . fl: if YE 



Su ^22N 

x . ■ 



Mo 23 

AIM-I insect cell expression construct DNA prepared. . : -<, 2 , 

2158H42 2091,p15p 151 

Tu 24 

■Bhwa^^ Hi 

|aT5?H;i[lW2'092'*p2^- 'f " 

We 25 



Th 26 

Newrprimers for cloning AIM-I into insect cell expression vectorobtained.^ , 

,21581143,2092^5^. 

4k - 

Fr 27 

RCR T aMlif»"tiofr6ff IM-PDNA usirigTnew ? primers r fof insect cell expression- 

igMlfi^o|2^Br, 


Sa 28 



|S# 29 
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Mammalian Expression and Analysis [SI 

Insect Cell Expression [Bl 

Sequencing and Sequence Analysis [ | 


Rabbit Retiuculocyte Lysate Expression [1111 

Antibody Production | | 

Immunofluorescence [~~| 

Northern Blot Analysis [H] 


Chromosomal Mapping [M| 
Patent-Related Activity B 
Weekends, Holidays and Other Closings 
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Mo 

30 

IIIiaaHSnsfi^ 

M58i1I^t2S§2|p8jMMH 


Tu 

31 

llnVertsIdfl^ 





^AWplifiealihsert^ 



We 

1 

PMini-H^ sun cugateo^ 

pnalysi^Bi HI HHUi 1 



Th 

2 




Fr 

3 




Sa 4 


- 


Su 

5 




Mo 

6 




Tu 

7 




We 

8 




Th 

9 




Fr 

10 




Sa 

11 




Su 

12 


. t ^ ---i. i ■ . ' - 


Mo 

13 

Glycerol stocks of AIM-l/pD10 (bacterial expression construct) made. 

,215811118, 2092 p16 


Tu 

14 

Glycerol stocks of AIM-l/pDIO (bacterial expression construct) made. 

215811118,2092 p16 : 


We 

15 

Baculovirus clones submitted for/sequencmg and for recombinant virusi f : * 

f2158]H47* 2092^9^ > 




Large-scale IPTG induction of AIM-I protein expression and PAGE analysis; 
AIM-I purified on NiSCh column. ^%' y ^::~ 

21581J119, 2092 p29-30 - 

FEB 
1995 

Th 

16 

Fraction of large-scale IPTG protein preparation submitted to protein ^ Wm 
expression dept. for renatu ration experiments. 

2158 11120, 2092 p30 mp 


Fr 

17 

Sf9 cells transfected with^AIM-lexpressio^construct^ If WW & H* 

r 206o 1|4^2069 W x 


Sa 

■ 18 


. . ■ . ' .. •• 


su m 


x <J. ^ '<■*. 


Mo 

20 

Transfected cellsifrom-2/,16/95.cultured *' # * ^>#!tiNt #< £ 

>'2068"H4*2069; # f ** * 


Tu 

21 

Printout of nucleotide sequence of HTPAN08xy open reading frame 
generated. 

2158H16, 2096 p1 20-1 22 




Ligations of 1/13/95 iand 1/5/95 transformed into bacteria. 

2158 H1 21, 2092 p32 i i * 


We 

22 

lplijf9lt^ 

£061112.069^5* _^.> . ; 




Colonies from 2/21/95 transformations cultured for miniprep and PGR * 
analysis. :,^,..>\ ; 4.---,^ :: • ;i 

2158 H1 22, 2092 p43 ;: : 


Th 

23 

Transformations of 2/21/95 analyzed by PCR. ^ 

2158 1)123, 2092 p43-45 ;: 




Ibaculpyirus plaque puriticatipn.^-^fr\^^?^p wt w^^wfrw 

#ZUO^|Hlf^U/iiy Pup iSF 


Fr 

24 

IPTG-induction of AIM-I bacterial expression clones from 2/21/95 
transformation. 

2158 H124, 2092 p4W7 





r2P68lll^^iH 


Sa 

25 




Su 

• 26 




Mo 

27 
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Ruben Exhibit(s) j 


Tu 28 

Bacterial expression clones run on PAGE; large-scale IPTG induction of AIM- 
1 clone. \" ;f " 9 ' '7 :;; -•' ';• 

21 58 1J1 25, 2092 p48-49 . • 

Samples of HTPAN08 requested by K.B. Tan and A. Truneh. 

2059^5, 2072 

MAR 
1995 

Wp 1 



IPTG inductions from 2/28/95 analyzed by PAGE; AIM-I construct prepared. 

2158 1J1 26, 209Z poO, oi 

Th 2 

:< ; Sf9-infected cells cultured. wmm m m m% mmmm - mmm 

2068 1(5, 2069f^jnHB- ppii 

Fr 3 

Sf9-mfected cells cultured. ^ - ; - ■ * -■ • * ~ 

f2fi6M§|2069p9 

fSal. 4 



f SP' 5 


::s ji- -:f '■■ ' '. V:; : 

Mo 6 

^ Infected cells from 3/1/95 infection harvested , infection assessed by A : ; 
colorimetric assay. 


Tu 7 



We 8 

Sf9 cells reinfected with baculovirus harboring AIM-I construct. 

2068 ,^6, 2069j>15 

Culture of AIM-l/pD10 initiated for large-scale IPTG induction of AIM-I protein. 

2158^127,156, 2092 p60 

Th 9 

Sf9 cells infected with baculovirus harboring AIM-I construct. 

2068 j[8 

AIM-I protein induced in culture of 3/8/95, cells frozen. 

2158 T|128, 157, 2092 p62 

Fr 10 

Protein induced on 3/9/95 analyzed by PAGE; AIM-I purified on N1SO4 
column. 

21 58 HI 29, 158, 2092 p62, 

69 :; .5 

Sf9 cells infected with baculovirus harboring AIM-I construct 

12068 H8 

Sa 11 

T • " ..SfriJ- . 1 : '1: . 1. - 1.. . I, % i:; - :!^: 


SU -HpiZ^ 

■S. ' * - ' : ' ^£:::-F-- : ; -:.v- , ..... , ; r .:;- ; ,|: , . .|, . ; : : f ^. > ^^ 


Mo 13 

lnTeci|HC!|^^ ^ ;^ v i*. - 

^0b8;^|S^6?jil^B!^^^ 

Internal SB email communication regarding AIM-I sequence. 

zuoy ii o, zufo 

TU 14 

mtected cells from o/y/9o mtection harvested. - •• 

ZUboqjOj ^ ZUby plo 

Preparative gel to purify additional AIM-I protein for antibody production. 

zloo IlloU, Toy, zub)*: p/1 

We lo 

AIM-I protein isolated from preparative gel. 

CO IHQrt 1 CQ OAQO n70 

Th 16 



Fr 17 



Sa 18 



Su 19 

• V,:-:- . :* :x .» /: ... .5; . : : . V« = ■■ii Cf^^Si" % 


Mo 20 



Tu 21 



We 22 



Th 23 

■ : Sr9 cellsinfected with baculovirus harboring AIM-I construct. 

aaco itft on 0 n ~ 0 0 

■ 20oo T|9, 2Ub9| : p22:0# h 

rr 

^vjrQwin or inieciea ok? ceiis 



. ^rfi - - mm ., m - mm mmmtm m m mr-^ >mm 


Su 26, 


- 

Mo 27 

Growth of infected Sf9 cells ' 4 " - " ; ^ - ; * ■■ 

2068 !I9 2069 o22 

Tu 28 


2068 119 2069 n24 - . ^ ' 

We 29 



Th 30 

Sf9 cells infected with baculovirus harboring AIM-I construct. • 1 

2068 H10, 2069 p26 

Fr 31 

Growth of infected Sf9 cells 

2068 HI 0, 2909 p26 

APR 
1995 

Sa it i 



Su 2 



Mo 3 

Growth of infected Sf9 cells " - r [ .-^^-v ; r : ^ 

2068 11 0,2069 p26 

Tu 4 

Infected cells from 3/30/95 inferiionjharvested. 

2068^10 2069 p28 

Samples of HTPAN08 requested by K.B. Tan and A. Truneh. 

2059 1 5, 2072 

We 5 
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Ruben Exhibit(s) I 

APR 
1995 

Th 6 



Fr 7 



Sa 8 


"'" >J '; • ' 'r" : . : ' ' ' '■ 

Su 9 



Mo 10 



Tu 11 



We 12 

. Growths plaques? IftrH ^ « ^ * * * W*W-*8T*? « 

206»H1*1«2069p31'- 

Th 13 

Growth of plaques, ik * * ^ mm * <*i ^ ^ ^ 

-2068*111 1.-2069 p31--. - - 

Fr 14 

l0ipMfiSfl8Laques - ; . • • > • 

2068 111 1 2069 p31 , . 

!Sfe, 15 

fpfe-f ; , .. . ru£^:i^§i:*l i>M .-^ 


Su 16 

^% mMM/yA^ #* 


Mo 17 

Growth of plaques •• - ■ : ■ J ~* - • " 

2068H11 2069 p31 " 

Tu 18 

Sf9 Infected cells inspected fonccmta^j^ibn- - - ~ «.« s- 

2068 H11: 2069 p33 

We 19 



Th 20 



Fr 21 

Baculovirus carrying AIM-I construct plaque purified. : . . : 

206811112 2069 p34 

Sa 22 

hAm. Ji; , ^ : ;^rfS, It Mm-i. £ mm- M-w S; ^v-%^^ir"§^ 


Su 23 

" ■ -C ' f ?^ % : ■ ■ < ;■■ \ . ' 
; : * -v :" : .-Ss : - -■ V . m . > .- V : ' ::' 

- 

Mo 24 

Growth Of plaques , = y: ; ; ■ : - 

2068 T|1 2 2069 p34 

Tu 25 

Growth of plaques . ■ ■ -i .>-. : -- K : , -. . 

2068H12 2069p34 

We 26 

Growth of plaques i 

2068H12 2069p34 

Th 27 

Sf9 cells infected with plaque-punfiejcU^^ construct. 

C20MH13, 2069 p36 

C no 

Fr 28 



Sa 29 

. — --::p. : : ■ -e - ■ - - - ■ Ml .M: 1 li ,; ; M.z : p I . 


Su 30 



MAY 
1995 

Mo 1 



Tu 2 



We 3 

Infected cells from 4127/95 infection harvested, snfectiors assessed by 

* 

colorimetric assay. 

2068fl4 2069p38 ' 

Th 4 



Fr 5 

Sf9 cells infe<aiP>iPl^pInfred baculovirus harboring AIM-I construct. 

2068 U1 5, 2069 p39 ' 

Sa 6 


: MMM ' "^mff- - 

Su 7 


Wi§MM : M . 1 MysM-^^B: 

Mo 8 

Culture inoculated for preparation of AIM-I from a bacterial expression 
construct. 

1^1:5811131, 2092 p1 33 

Cells from 5/5/95 infection cultured - . , -n ~, ' . 

2068 H15;2069 p39 

Tu 9 

Infected cells from 5/5/95 infection harvested, viral stock collected. 

2068 H1 5 2069 p39 . • 

Large-scale induction of AIM-I expression from culture inoculated on 5/8/95 

21581132, 2092 p1 33-34 

We 10 

AIM-I protein fractions column-purified from 5/9/95 induction. 

215811133,2092 p1 35-36 

Th 11 

AIM-I protein fractions column-purified from 5/9/95 induction. 

2158U133.2092 p1 35-36 

Fr 12 

Additional protein induction of AIM-I bacterial expression clone performed. 

2158H134.2092 p138 

Sa 13 



Su> 14 



Mo 15 

Additional column fractions from 5/9/95 AIM-I protein induction collected. 

2158 H1 35, 2092 p1 39 

Tu 16 



We 17 

Fractions collected on 5/15/95 analyzed by PAGE. ^ 

2158 1|136, 2092 p140 

Th 18 

AIM-I; pH 5 fraction run oh fresh column, protein collected and transferred to 
Protein Expression dept. for preparation ori- a renaturation column. ^ 

2158 1J137, 2092 p141 

Fr 19 

Renaturation of AIM-t by Protein Exprssion Dept. i > 

2158 K137, 2092 p141 *: *!* 

Sa, 20, 
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Ruben Exhibit(s) 1 

MAY 
1995 

oU Z 1 



IVIO ZZ 

rcenaiuraiion ot aiivi-i uy rroiein expression uepi. 

ziop ij ■lof , zuyz p 14 \ 

1 U ZO 

A IM-I rMwfoin oh if oH f mm rar»iif i ira+iftn /*rth imn anol\/7oH Kw DAf«E? 

Miivi-i proicin eiuieu iiuim i6iiaLurdLion coiumii, dndiyzea uy rMoc. 

91 til ^ft 90Q9 n141 r 

;.z 1 00 ]j 100, zuyz p in >.', x>:j 

HdI IDPkllO 1 A T POT n ATT ^t" ^ r> t|/\P fVT 1 L ill 

IIRUBEN S LATEST DATE OF CONCEPTION| 


We 24 



Th 9C 

i n zo 



ifi 26 

, w p , 

(Ann Ferrie day off) 


Sa. #27:1; 

' j;k '111 T A ,M, . m^J*:, >M JJI,,,. W ; -Mm : . M -M Mf Mm 


Su 28 



Mo 29 



Tu 30 



We 31 



JUN 
1995 

Th 1 



Fr 2 




fr,. ^ , > ^M>'*§ : 'WM'^ ■ ^ ' < ' ' ^ ' ' ^ i; ' ^ ^ : ' . ' ' 


fcS&JI . 4 

?s . • • - ; - - \\ %. '■/■■ - ' '■- ; - • 


Mo 5 



Tu 6 



We 7 



Th 8 



Fr 9 



Sa 10 



Su 11 



Mo 12 

AIM-I expression in Sf9 cells. - V: ": ; V r-i ^'v y-v-r * y ::.r-'; 

f 2064 UH5-6, 2065 p1 10-11 

Tu 13 

■A1M-I expression in Sf9 cells. : '- - : ' : - . : 7 - : 

r 2064 ^[5-6,"2065 p1 10-11 

We 14 

AJM-l expression in Sf9 ceils. • 

2064 ^5-6, 2065 p1 10-11 

Th 15 

AIM-I expression in Sf9 cells. 

2064 W5-6, 2065 P 1 10-11 

Fr 16 

AIM-I expression in Sf9 cells, SDS PAGE of labeled cells. 

2064 HJ5-7. 2065 p1 10-11 

Sa 17 

■ Gel from AIM*! Sf9 expression experiment exposed to film. 

2064 p, 2066 

Su 18 


' : ' : ••; ' ; w '• It- 

*.„ ■■. ... , S \.-f rifi« 

Mo 19 

Film from AIM-I Sf9 expression experiment developed; 100 hr exposure 

Plrted. 

2064 p. 2066 « 

Tu 20 

100 hr Film exposure . . ^ ■ , ■ . / 

2064 p, 2066 . 

We 21 

100 hr Film exposure \ , mmmWi f9. ! I IS ' |1 f 

2064 p, 2066 . 

Th 22 

100 hr Film exposure ■ ' - - : - " ; - - ' : 

12064 P, 2066 

Fr 23 

Film from AIM-l Sf9 expression experiment (100 hr exposure) developed. 

2064 P, 2066 - 

Sa 24 



Su 25 

■■-^fer-f.-f -ii-^f;^ *4.^-f^# A»m:-m -^m^^ 

■ - - . 

Mo 26 

AIM-I protein sent to PRF&L from Ann Kim for antibody production 

2018 p, 2024, 21 58 1f1 60, 
2093 p28 ( 

Tu 27 

Culture inoculated for large-scale induction of AIM-I bacterial expression 
construct. 

2158 1f161, 2093 p30 

We 28 

AIM-i protein sent by Ann Kim received by PRF&L for antibody production 

ZUlo ]]o, ZUZ4 : , 

Culture from 6/27/95 expanded; gels run in preparation <b^W6^ep:-b(iM;^-v^ 
samples transferred from gel to nitrocellulose. 

2158H162,2093p31-32 f 

Th 29 

Supernatant from 6/28/95 prep run over NiSCU column. 

21 58 1f1 63, 2093 p34-35 

Fr 30 

Pre-immunization bleeds taken from rabbits; Rabbits injected with AIM-I 
protein for antibody production. 

2018 p, 2021 p1 

Supernatant from 6/28/95 prep run over fresh NiS04 column. ^ 

2158 1F163, 2093 p36 


Sa 1 
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Ruben Exhibit(s) V 


Su 

2 




Mo 

3 

RCR performed;to;produce mammalian AIM-I constructiwith HA tag;<>f^^iPft 

12158 If 139/ 2093 p37-39 


Tu 


(Independence Day) 



We 

5 

fBpRff^u^^ 



Th 

6 

Restriction digests from 775/95 run op gel; fragments isolated, voctorfvv -r>K» 

f 21 501 02093 p42fMfjfc; 


Fr 

7 

AIM-I antibody production 

2018H5,2021 p1-2 


•Sa* 8 ' 

IP" 

p ; f| 


Su 

9 




Mo 

10 



:2158 ; 1I142^2093 p46,47>^ 

- • .-v m& 4r y 


Tu 

11 

Ligations from 7/10/95 transformed into bacterial cells; cells grown' ! 

| | 

J21 58 *fl 43*2093 p50f 


We 

12 

1 Colonies from 7/11/95 transformation analyzed by PGR. 


21581)144, 2093 p52 


Th 

13 

lllonies from 7/1 1/95 analyzed by PCR; ^ , < .« « - . 


>21.58fl145, 2093 p54-59 

JUL 

JUL 

1995 

Fr 

14 

AIM-I antibody production 

2018 H5, 2021 p1-2 


!&, . lb. L.A: : 1 ,M £<■,: ■ ^ > 4 .=- Si / , :'m> M§k V/lfc Mt^M 

• 

Su 

: Tf6" 

y- ' - 4 : . :;• • j ■ ' 



Mo 

17 

Additional positive colonies from 7111/95 transformation cultured overnight, 

215811140, 2093 pb4 


Tu 

18 

DNA prepared from 7/1 7/95 cultures and digested overnight, : < 

21581J147., 2093_p64-65 ' 




Internal SB email communication regarding AIM-I sequence. 

2059 H 6, 2074 


We 

19 

MW^W^&t^W^W^^o isolate fragrni!tf^W : t 


21581(148, 2093 p68 


Th 

20 

Preparation of AIM-I mammalian 'expression constructs initiated. 

-2158 1J1 49, 2093 p72 


Fr 

21 

Preparation of AIM-I mammalian expression constructs. 

2158 ^149, 2093 p75 . 




Internal SB email communication regarding AIM-I sequence. 

2059 16, 2075 


Sa»" 22 

r 1 t i ?■ * ■ i ■! i i: 



Su 23 





Mo 

24 

AIM-i mammalian expression construct DNA extracted and run on gel; 
digested overnight. . % j t ■ :~ - : '- - 


2158 1J1 50.. 2093 p76-77 






Tu 

25 

(HGS Molecular Biology Work Areas Closed) 

zloo 1| io1, A)9o p/ /-/o 


We 

26 

(HGS Molecular Biology Work Areas Closed) 

91 ^ft €Ti R4 OHQ^ n77 7ft 


Th 

27 

Rabbits injected with AIM-I protein for antibody production. 

901 ft fT^ 9091 n1 




DNA digests from 7/24/95 run on gel; DNA submitted for sequencing. 

£vp :|f§ 

OiRk 1T1 ^9 900^ r»7Q 

z loo ]| loz, zuyo p/y 


Fr 

28 

AIM-I antibody production 

901ftfl^ 9091 n1 9 


Sa 29 

111; ; ■ : 'i ,§ ; ,, • f; . W In- : & if V, ^ --^ - 



Su 

30 


..It • < •. Kt #: . . . j | 


Mo 

31 

AIM-I antibody production 

901ft iT*\ 9091 n1 9 


Tu 

1 

AIM-I antibody production 

2018fl5, 2021 p1-2 


We 

2 

AIM-I antibody production 

2018fl5, 2021 p1-2 


Th 

3 

AIM-I antibody production 

2018 H5, 2021 p1-2 


Fr 

4 

AIM-I antibody production 

20181(5; 2021 p1 -2 


Sa 

5 




Su 

#> 





Mo 

7 

AIM-I antibody production 

2018H5, 2021 p1-2 


Tu 

8 

AIM-I antibody production 

2018115,2021 p1-2 


We 

9 

AIM-I antibody production " ~ " — 

2018115,2021 p1-2 

AUG 
1995 

Th 

10 

AIM-I antibody production 

2018115,2021 p1-2 

Fr 

11 

Rabbits injected with AIM-I protein for antibody production. 

2018H5, 2021 p1 

Sa 

12 

... . - 0. - . : *.A .. * If • * • 



Su 

13 
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AUG 
1995 

Mo 14 

AIM-I antibody production 

2018 1J5, 2021 p1 -2 

Tu 15 

AIM-I antibody production 

2018 1J5, 2021 p1-2 

We 16 

Ri^Kat^llsItrSa^ 

ll!M&^0ljBlQ8ir9jii 

^xpression k of,mammalianrAIM-l£onst?^ 

Th 17 

£New AIMiLmammalianiexpiiession construrtsidige^edM^^analyz^c^njgeJSal 


Fr 18 


^^IB^Ib^'^J^^BI^^^b^^^^^b^^ 

it: Sa§: «1M 



Su -#QI 



Mo 21 



Tu 22 

AIM-I antibody production 

2018 H5, 2021; p1-2 

We 23 

Post-immunization bleeds taken from rabbits; Rabbits injected with AIM-I 
protein for antibody production. 

2018 115, 2021 p1 

Th OA 

I n Z4 

aim-i antiDoay proauction 

^Ulo i|o, zuzl pl-z 

Fr 25 

m@€<^tir®®mmmte$bpm »WBW«a\<Bifc **** 


Co ' ' : OP, 

la , 1' §1 il 1- III 'MM ;: . .z^'' ,. v -a: 1 

; ■ ; m : - - :i m^m ■: -:■ — •: : ' : ■ < . . ' 


OU Z7 


\ 

IVIO ZO 

RIooHc of firtn/Q 1 ? anrl RUIM 1 ! cant in Hf5Q 

oniofiR 9099 
ZU lO]jO, zuzz 

Tu 9Q 
I u zy 

Oi6cUb [alien Trum rauuns. 

9A1 0 itc 9H91 n1 

We 30 

Woctorn hlrtt iicirtn anti. AIM-I snficara ^nH nal frnm fi/9fi/Q^ norfnrmoH 

vveoicin uiui uoiiiy oiiii-Miivi-i aniiberd afiQ yei Tiurn o/zo/yu penorrricu. 

91*%A fT1RA 90Q7 n1^0 
Z ipp .]J I O*f, ZU»7x5 p IOU 

Th ^1 

III O I 

miivi-i uduiei idi tiApi ubbiuii coiisir uuib cimpiiTicu Dy r uf\ anu run on gei. 

91 ^ft 4T1 fit; 900^ n1 ^9 
Z I OO i| 1 00, ZUyo p loZ-00 

SEP 
1995 

Fr 1 

PCR products from 8/31/95 run on gel again; AIM-expression induced from 
bacterial expression construct. 

2158 H166, 168, 2093 p133- 
134 

Sa z 

■: - ; • v . ' ■ }:■■■■ - - - • • • • 


Su 3 




(Labor Day) 


Tu 5 

Bleeds of 8/29/95 sent to HGS. 

20181J5, 2022 

New AIM-I bacterial expression constructs digested overnight. 

2158 1(169, 2093 pi 37 

We 6 

Digested DNA from 9/5/95 precipitated and ligated into pQE overnight. 

2158K170 r 2093 p1 37-38 

Th 7 

Ligations from 9/6/95 transformed into bacterial cells; cells grown overnight. 

21 58 K1 71, 2093 p1 39 

AIM-I antisera incubated with AIM-I Western blot overnight. 

2158 K172, 2093 p139 

Fr 8 

Rabbits injected with AIM-I protein for antibody production. 

201 8 K5, 2021 p1 

Positive colonies from 9/7/95 transformation cultured and analyzed by PCR. 

2158 K1 73, 2093 p1 39-41 

^ Western blot from 9/7/95 developed; isecondary antibodies conjugated. 

2158 K1 74, 2093 pi 39-42 

Sa 9 



Su 10 


•■■ :* ■ ...*.* v: . " 

^ «ni a m w s 

Mo 11 

AIM-I expression induced in barterial expression cultures, protein gel 
generated. 

21 58 1J175, 2093 p1 42-43 

Tu 12 

Protein gel from 9/11/95 destained; DNA preparations and cultures started. 

2158 fli176, 2093 p1 43-44 

PCR performed to identify positive AIM-I pQE clones. 

2158 H1779, 2093 p1 46 

We 13 

PCR reactions performed with different primers and run on gel; vector 
uigesiea overnignr. t v 

21 58 1J178, 2093 p1 47, 1 49 

Th 14 

Vector digests from 9/13/95 run on gel. ■ ^'"^ 

2158U179,2093 p152 

5 Western blot on AIM-I bacterial construct induction performed. t f ^ 

2158 H1 80,- 2093 p150, 152 

Fr 15 

Western blot repeated. - - ^ ^ ^ ^t 

21 58H1 81*2094^p3f^ r 

Sa In 16 

• > - • ~ ' • • • • ^ 7# 


Su ,, 17 



Mo 18 

AIM-I antibody production 

2018H5,2021 p1-2 

Tu 19 

Bleeds taken from rabbits. 

2018 H5, 2021 p1 
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Fr 22 AIM-t antibody production 


Ruben Exhibit(s) 


2018115, 2021 p1 -2 


Sa 23 


Su 24 


Mo 25 


Tu 26 


Bleeds of 9/19/95 sent to HGS. 


2018H5, 2022 ; 


DNA encoding mammalian AIM-I expression constructs precipitated for 
transfections to prepare for immunofluorescence. 


COS cells transfected with DNA precipitated on 9/25/95. 


2158 H204, 2094 p20 


215811205,2094 p21-22 


SEP 
1995 


We 27_ 

Th 28 


AIM-I antibody production 


mm 


Transfected cells from 9/25/95 washed, fixed, blocked and contacted with 1 C 
Ab. 



2018115,2021 p1-2 
2?58 1120672094 p25-26 


215811207, 2094 p27 


Sa 30 



Tu 3 COS cells transfected again for AIM-I immunofluorescence. 


2158 11208, 2094 p30-31 


We 


Bacteria transformed with AIM-I bacterial expression construct. 


2158 1|1 82, 2094 p32 


Th 


Transfected cells from 10/03/95 washed, fixed, blocked and contacted with 1 C 
Ab. 


2158 H208 ( 2094p36-37 


Fr 


Rabbits injected with AIM-I protein for antibody production. 


2018 J5, 2021 p1 


Bacterial AIM-I expression clones cultured and induced with IPTG, cell 
pellets made. 


2158 1J183, 2094 p40 


1° Ab removed, transfected cells washed and 2° Ab added to cells. 


215811208, 2094 p38-39 


Sa 





■ " 


Su 8 


■ 


Mo 


Bacterial cell pellets of 10/6/95 processed by column purification. 


2158 1(184, 2094 p42 


Tu 10 


Protein obtained from 10/9/95 run on gel. 


215811185, 2094 p44 


We 11 


Bacterial AIM-I expression clones cultured and induced with IPTG, cell ; 
pellets made. 


21.58 fl 86, 2094 p45, 47-49 


Th 12 


Bacterial cell pellets of 10/11/95 processed by column purification. 


2158 11186, 2094 p45, 47-49 


OCT 
1995 


Fr 13 


^2025l1f5f^gp 


Protein obtained from 1 0/1 2/95 run on gel. 


21 58. fl 86, 2094 p4 5, 47-49 


Sa 14 








Su 15 





Mo 16 


AIMjl fusion constructs expressed, cell lysates run on gel. 


AIMrl isolate obtained and run oh gel; protein excised from gel and stored. 


2030 H2/2144 H2; 2031^321 


2158 H187, 2094 p50 


Tu 17 


Bleeds takej_froni rabbits. _ 
AIM-! Western blot using antibodies against the AIM-I fusion protein epitope 

tan u ■ >.i ■ .• * . k-.'l --^ ■ '■>■■• 4. > - l v #.*: 


2018 J5, 2021 p i 


We 18 


HGS/SB m eeting. ___ 

[RUBEN'S ALTERNATIVE REDUCTION TO PRACTICE #lf 


2059HH7-16, 2071 


Th 19 


AIM-I antibody production 


2018 H5, 2021 p1-2 
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Rabbit Reticulocyte Lysate Expression §§fj 
Antibody Production [ 1 
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Fr 20 

AIM-I antibody production 

ZUIO ]|0, zuz i pi-z 




£ //^ - 

Su 22 


■ m s 


KAf\ 9*3 

MO ZO 

Bleeds of 10/17/95 sent to HGS. 

9H1P IIR 9099 
ZU IO ]|3, ZUZZ 

Ti i 9>l 
1 U Z4 

Rabbit treated with oxytet 200 for health reasons 

9H1A ^ 9H91 n1 
ZU JO hp, ZUZ I p J 

We Zo 

Rabbit treated with oxytet 200 for health reasons 

ZUlo ]p, ZUZ 1 p 1 

Barterially-p^ 

yz iDOtii i oo, zuy*t po I ; 

Th 9fi 

i n zo 

Rabbit treated with oxytet 200 for health reasons 

9H1 ft 9H91 n1 
ZU I O ]|0, ZUZ I p i 

Western blot on bacteri^^ 

215811189 2094 D62-69 

Fr 27 

Rabbit treated with oxytet 200 for health reasons 

2018 2021 p1 

' Western blot oh batterially-produced AIM-I performed. 

12158 11189, 2094 P62-69 1:1 

Sa 28 

Rabbit treated with oxytet 200 for health reasons 

2018115,2021 p1 

Su 29 

- ■ 


I 

Mo 30 

Rabbit treated with oxytet 200 for health reasons 

2018^15,2021 p1 

Anti-AIM-I antibody dilutions examined. 


2158 H189,2094 p68-69 

Tu 31 

Anti-AIM-I antibody dilutions examined. 

12T58H189. 2094 p68-69 

We 1 

Rabbit treated with oxytet 200 for health reasons 

2018 H5, 2021 p1 

Rabbit injected with AIM-I protein at SB 


2030 1J4 i 

Primary Ab, secondary Ab and substrate added to AIM-I western blots. 

91 CQ (M QH 9HQA n7H 79 

z ioo ]| iyu, zuyn p/u-/z 

Th 9 

i n z 

Primary Ab, secondary Ab and substrate added to AIM-I western blots; 

91 CQ €11 QH 90QA n7fi 79 

rr o 

Rabbits injected with AIM-I protein for antibody production. 

9H1ftfl^ 9091 r\1 v - 
:ZU JO ]|0, ZUZ i p i 


Rabbit treated with oxytet 200 for health reasons. 

901ft fT^ 9091 n1-9 . 
sZU I O -||Q, ZUZ ' P I ^ 

oil 0 

Rabbit treated with oxytet 200 for health reasons. 

901ft fT^ 9091 n1 , 
ZU IO ]|D, ZUZ I p i •• 4. - ■ 

IV10 0 

AIM-I antibody production 

i' < v . • • -, /• • /•' •'/ 

901ft <T*\ 90^0 HA 9091 n9 

zu io zuou ]|^f, zuz i pz 

Ti i 7 
1 U / 

AIM-I antibody production 


901ft HR 90^0 fid 9091 n9 

zu i o ]|o, zuou ii'f , zuz i pz 

we o 

AIM-I antibody production 

901ft fl^ 90^0114 9091 n9 

zu io i|o, zuou zuz i pz 

Th Q 

AIM-I antibody production 

901ft fl*; 90^0 fl/l 9091 n9 

zuio ip, zuou zuz i pz 

hr iu 

AIM-! antibody production 

901ft HR 90^0 fI4 9091 n9 
ZU Io ]|0, ZUOU ZUZ I pz 

Sa 11 

, 

*p?Nr v ::/ .■:/•■•••../ J:/ r'Y. .'l/V » 

. / ":/' - . ' - - -/ - V ^ 


Su 12" 




MO lo 

AIM-I antibody production 

901QCIC 90QO fTi^ 9091 r\9 

zu io ]|o, zuou i|h, zuz i pz 

IU 14 

AIM-I antibody production 

901QCC 90QO fM 9091 r»9 
ZUlo 1|0, ZUOU i|ff, ZUZ I pZ: 

We 15 

Bleeds taken from rabbits. 

901ft fTC 9091 r\9 

zui o ip, zuz i pz 

I n lb 

Bleeds taken from rabbits. 

901 Q tTC 9091 nO - 

zu io ]p, zuz i pz 

hr 1 / 

AIM-I expression constructs made; AIM-I expression work performed. 

9090 V €TQ 90Q9 
ZUOU ]}0, ZUOZ - y 

oa i o * 


: |f ^;,- ■// : - ^ ;//-.,- | ;:,f ; . ^ : 

, /v- v. v f : ^ < ■ --r 

■ " • \ / • ~ 
y .■:,/' '"///, - 

Su 19 

MO ZU 

Bleeds of 11/15/95 and 11/16/95 sent to HGS. 

901 ft fTC 9099 

zuio ip, ZUZZ 

Ti i 91 
1 U Zl 

AIM-I antibody production 

901ft fT*> 9070 fTA 9091 n9 

zu io ]|o, zuou zuz i pz 

we zz 

AIM-I antibody production : f 


901ft HR 9070 9091 n9 

zu io |jo, zuou jjH, zuz i pz 

(Ann Ferrie vacation) 


Th 97 

III - 

(Thanksgiving) 

m % c , . ,. .r . . T " ^ 

i Fr t 24 

(Day after Thanksgiving) 

1 ' :S .'/ :,: v : '"' If/. Kv ; // ; : // : -"^|i 


Sa f 25 



. : .. ; . • ' -: « ^~ 

Su ,:: 26 



/" : - r \ ■ L ... /• ' :| i: 

Mo 27 

AIM-I antibody production 

2018H5,2030H4,2021 p2 

Tu 28 

AIM-I antibody production 

2018H5, 2030 H4, 2021 p2 

We 29 

AIM-I antibody production 

2018 H5, 2030 K4, 2021 p2 

Th 30 

Rabbits injected with AIM-I protein for antibody production. 

2018 H5, 2021 p2 


OCT 
1995 


NOV 
1995 


Bacterial Expression and Analysis PI 

Mammalian Expression and Analysis HB 

Insect Cell Expression Ml 

Sequencing and Sequence Analysis [ I 


Rabbit Retiuculocyte Lysate Expression [HI 

Antibody Production | | 

Immunofluorescence | | 

Northern Blot Analysis \M\ 


Chromosomal Mapping Ml 
Patent-Related Activity BH 
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Ruben Exhibit(s) 




j M- tin t ip I pi p«ap i H^n rnhp'l 2) hp 1 pri f n r i^hVn7^nQVirnal**mah^irrn '•^^r-^M^'^SKI'*- ^WfcyjjS 
r\im"i iuuigitnauiu. ^ji\ju\s, laucicu iui yi u ui iiuoyi i ioi- i napping. .v9;^^s'g|B^ , *^P»^#SSc*i*» 


DEC 
1995 

DEC 
1995 

Fr 1 

AIM-I antibodv Droduction 

2018 1?5 2030 H4 2021 d2 

oa z ... 



Su 3 " : 


« V -^/ * - : . . . • , . ■ 

MO 4 

Rabbit moved to normal cage (antibody production) 

20181J5, 2021 p2 

PCR Drimers desianed for AIM-I subclonina into dQE6. 

2158 1f191 v 2094 p96-97 

1 U 0 

Diaested inserts and vectors isolated liaated and transformed into bacteria 

21 5811192 2094 698-1 00 

flMKchrpmosomal location«mapf>ed&. *. M<m WKuffWdM^l 

12157131121041 itfi- ^ ! 

llRIIRFM 1 ^ Al TPRMATIX/P RPniirTION TO PRAPTIPF ff oil 

]|r\UDCn O ML. 1 CixliM 1 1 VC i\CUUU 1 lUli 1 \J rixnv 1 IV^C rr£\\ 

2157P7, 2104 p1 01 

We 6 

Digested inserts and vectors isolated; ligated arid transformed into bacteria. 

2158 TJ192, 2094 p98- 100 

AIM-I chromosonftl mappmgidata entered intqIRIS database. ? 

|2|§7 1137, 2304.p1Q.1- 

Th 7 

Colonies screened by PCR for presence of insert. 

21 58 11192, 2094 pi 00-05 



Fr 8 

Blots^f rom 1 2/7/9,5 f reexposed i over A weekend.j M fii- A> Jfc ^^Mdmm&**4 


Sa 9 



su-310; 


: - "il id ill : : SI ; 

Mo 11 

Small-scale IPTG inductions of AIM-I bacterial expression. 

2158 1f 1 93, 2094 pi 06-07 ; , 


mm m 2mmw$7M& 

Tu 12 

Bleeds taken from rabbits. 

2018H5, 2021 p2 

Induced proteins from 12/1 1/95 run on gel; clones analyzed by restriction 
digest. 

21 58 H1 94, 2094 p1 08-09 

We 13 

AIM-I antibody production. 

2018 1[5, 2021 p1-2 

Th 14 

Western blot performed using AIM-I antisera raised at SB and obtained from 
: HGS. > . • 

;2030 H4,2032 

Fr 15 

Inserts from AIM-l/pQE6 expression clones PCR amplified; 

2158 HI 95, 2094 p1 16 




I" SOT 17 



Mo 18 

Bleeds of 12/12/95 sent to HGS 

2018 p, 2022 

Tu 19 

AIM-I antibody production 

20181J5, 2030514, 2021 p2 

We 20 

AIM-I expression constructs assayed in TNT expression system; analyzed on ' 


>*•, -ia jL, .fcti ,*> v. .j >- #i <^ .Bs> % * € i* A • 

geL ; w''^P > ■ m r -^r ^ 4 ^ • 

Th 21 

AIM-I antibody production 

201 8 H5, 2030 H4, 2021 p2 

Fr 22 

AIM-I antibody production 

201 8 U5, 2030 1J4, 2021 p2 

(Ann Ferrie vacation) 


fSal.:.;23 


• ; > • 

fSuF 24 

■ ' .f: ' • ?v ■ '.. X f^ V 


Mo 25 

(Christmas) 

21581(214, 2094 p127 

Tu 26 

(HGS Closed) 

CO fTOI /l OriQ/l r\107 

Z l oo i|Zi4, zuy4 pi ^ / 

We 27 

certain raDDixs exsan^uinaiea 

zu i P ||o, zuz i pz 

«/wr5<5 rirtcprfV 
^nvjo L»iosea; 


Th 28 » 

s/nri< riricpH\ • yr^r^m- 
(Hoo Lrioseuj 

91 Rft 1T91/1 9HQA n 1 97 

Fr 29, 


21 58 1121 4 '.2094 <: d1 27 ^ 

Sa 30 . 



Su 31 




2M61 J. 

(New Year's Day) _ ... .... - ^ «S.cfUf ^-w^- 

2158 H214, 2094 p127 

. Tu ;f2*». 

Bleeds of 1 2/27/95 sent to HGS 

2018 15. 2022 

1 (Ann Kim Vacation) N ; | 

2158H214, 2094 p1 27 

We 3 

(Ann Kim Vacation) 

2158 H214, 2094 p127 

* Th f, . 4 

(Ann Kim Vacation) 

215811214, 2094 p127 


Bacterial Expression and Analysis [~7| 
Mammalian Expression and Analysis [Ml 
Insect Cell Expression gj] 
Sequencing and Sequence Analysis f~| 


Rabbit Retiuculocyte Lysate Expression [Bl 

Antibody Production | | 

Immunofluorescence | | 

Northern Blot Analysis J 
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Fr 5 (Ann Kim Vacation) 


Activity 
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m 215811214, 2094 p1 27 


Sa 6 


: k : f^-L.;-i;>. 


Su 


Mo ,; «8 :: "' ! 


(Blizzard - HGS Closed) 


2158 fl214, 2094 p127-28 


Tu . 9 


(Blizzard - HGS Closed) - ■-- - --y v 


2158 H21 4, 2094 p1 27-28 


We 10 


(Blizzard - HGS Closed) 





2158 H214, 2094 p127-28 


JAN 
1996 


Th 11 


AIM-1 antibody production 


2030H4 


Fr 12 


(Blizzard - HGS Closed) 


2158H214, 2094 p1 27-28 


Sa 13 


^ ; . - ; ' - re- ' - ; . ^ 


Su 14 


Mo 15 


AIM-I antibody production 


2030 K4- 


Tu 16 


AlM-l antibody production 


2030H4 


We 17 


AIM-I antibody production 


2030H4 


Th 18 


AIM-I antibody production 


2030H4 


Fr 19 


AIM-I antibody production 





2030H4! 


Sa 20 


Su 21 


Mo 22 


AIM-I antibody production 


2030 114 


Tu 23 


AIM-I antibody production 


2030 P 


We 24 


AIM-I antibody production 


2030 H4 


Th 25 


AIM-I antibody production 


2030 m 


JAN 
1996 


Fr 26 


»AIM : l/pQE60 construct expressed in TNT expression system.- w-. -.-t # 


12158 51 16?-2094 p.14 6' % ■ 


Sa 27 


f Su *!I28| 





Mo 29 


Letter from^ 


(Ann Ferrie vacation) 


tPatent jC^ioMai^mpI^^ * 





Tu 30 


We 31 


(Ann Ferrie vacation) 


^2157J38,2105_ 





riiinventibn.disclosure ar 


i sent from HGS to^Carella^ * & J$-. 


.20J3J2, 2034^2043 
Am* 


(Ann Ferrie vacation) ■ ■" . ■ 


AIM-I protein expressed and purified from E. coli. 


Th 



2030114,2032 : 


"20l3 1, 2046:2047 


(Ann Ferrie vacation) 


Fr 


(Ann Ferrie vacation) 





BQ33H5r203r 


Sa: 3 


Su 


»2Q33f5;.2Q374 


Mo 


Tu 


PCR primers designed to subclone AIM-I into pQE6; bacteria grown for 
plasmid preparation, v ^ » . - v.-,:- 


2158 1J196, 2095 p5, 7-11 


We 


AIM-I antibody production 


2030 H4 


Th 8 


AIM-I expression work performed. 


2030115,2032 


2058 p5 ;2129f ^ ^ 


PCR performed to determine optimal polymerase conditions. 


2158 H197, 2095 p8-14 


AIM-I expression work performed: 


Fr 


AIM-) construct preparation. 


2030 1(5,2032 


2058J35, 21291 


PCR performed to determine optimal polymerase conditions. 


2158H197, 2095 p8-14 : 
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Sa 10 


FEB 
1996 


Su 11 


Mo 12 


AIM4 construct preparation. 


20581136,2129 


[f198, 2095 p20 ; c 



Tu 13 


AIM-l cloned into pQE6 bacterial expression vector 


20581136,2129; 


215811199,2095 p24-32: 



We 14 


AIM-l construct preparation. 


AJM-l cloned into pQE6 bacterial expression vector 


20581(36,2129- 


2158 fl1 99, 2095 p24-32; 


Th 15 


AIM-l construct preparation. 


AIM-l cloned into pQE6 bacterial expression vector 


2Q58 H36, 2129 


2158 H1 99, 209,5 p24-32 


Fr 16 


AJj^:l59nstruct preparation. 


2058 P6, 2129 


AIM-l cloned into pQE6 bacterial expression vector 


215811199,2095 p24-32 


Sa 17 


Su 18 


Mo 19 


(President's Day) 


:^!58,H214, 2095 p33 


Tu 20 


AlM-l/pQE6 constructs prepared and analyzed 


wm rnm mm 

20581137,2129 


2158 POP, 2095p33-38 


We 21 


AIM-l construct preparation. 
AIM-l/pQE6 constructs prepared and analyzed 


2058 1J37v 2129 


2158 H20Q, 2095 p33-38 : 


FEB 
1996 


Th 22 


AIM-l construct preparation. 


%IM-l/pQE6 constructs prepared and analyzed 
AIM-l construct preparation. 


20581137,2129 


21 58 11200, 2095 p33-38 
2058 H37, 2129 


Sa 24 


Su 25 


AIM-l construct preparation. 


2058 H38, 2129 


Mo 26 


AIM-l construct preparation? 


20581138,2129 


Tu 27 


AIM-l construct preparation. 


20581138,2129 


We 28 


AIM-l construct preparation. 


20581138,2129 


Lab Closed for Moving 


Th 29 


AIM-l construct preparation. 


20581138,2129 


Fr 


1 


AIM-l construct preparation. 


20581138,2129 


Sa 2 


Su 3 


AIM-l protein gel imaged. 


2030116,2032 


Mo 


AIM-l construct preparation. 


20581139,2129" 


Tu 


^JjyiJ ^? c A r -ggg^- r !- a I!. < j„ ant ' bod y work. 
AIM-l construct preparation. 


2030 «; 2032_ 
20581139, 2129 


AIM-l/pQE6 constructs preparation 


21581J202, 2095 p 71-72, 
75, 76, 78-81 


MAR 


We 


AIM-l construct preparation. 


2058 1139,2129 


AIM-l/pQE6 constructs preparation 


2158 H202, 2095 p 71-72, 
75, 76, 78-81 
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AIM-I construct preparation. 


Activity 


AIM-l/pQE6 constructs preparation 
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2058 U39, 2129 


2158^202,2095 p 71-72, 
75, 76, 78-81 


Fr 8 


AIM-I construct preparation. 


AIM-l/pQE6 constructs preparation 


^^9,2129_ 


2158H202, 2095 p 71-72, 
75, 76, 78-81 


. Sa 9 


mrWm 


^ 





Su . 10 


• 


Mo 11 


AIM-I antibody production 


2030H4 


2030 fl4 
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